An automated determination for xanthurenic acid in urine was devised based upon its reaction with 2,6-dichioroquinonechlorimide. The separation of xanthurenic acid from interfering substances, such as urine chromogens and phenolic compounds other than xanthurenic acid, was performed by using Sephadex C-UI. The effluents containing the xanthurenic acid were determined automatically. As a result of the high sensitivity of this procedure, concentration technics are unnecessary.
Methods

Collection
Urine specimens (24 hr.) were collected, and 25 ml. glacial acetic acid and 10 ml. toluene were added as preservatives. The samples were stored at -15#{176}.
Chromatographic Procedure
Sephadex 0-10 (32 gm.) was allowed to swell in demineralized water for 5 hr.; the gel grains were then poured into a glass column 3.4 X 20 cm. The column was packed 10 cm. high and a circular filter paper placed on top of the gel. The column was equilibrated with 75 ml. 0.01 N HCI. By using hydrostatic pressure, the flow rate approximated 3 ml./min.
After centrifugation of the specimens, 10-mi. samples were carefully applied to the top of the Sephadex column and allowed to drain in. Elution was started with the same solution used for the equilibration.
(Owing to the variations in absorbing strength of different batches of 0-10, the volume of 0.01 N HCI required to wash the column without eluting the XA must be determined for each new batch. In our experiments, this amount varied from 150 to 300 ml. and was dependent on the concentration of interfering substances in the urine. To find the LO0YE fT AL.
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proper conditions, it was convenient to follow the extinction pattern of the 0.01 N HC1 eluate at 254 nm with an LKB Uvicord.
When the per cent transmission decreased below 90%, the elution of XA was started using demineralized water, and the column was connected to the sampling tubing of the AutoAnalyzer.) After elution of the XA zone, the columns were regenerated by washing with 100 ml. of 0.02 N NH4OH and 200 ml. of water. 
Calculation
The absorbance was reported on a recorder with a linearizing system. This device was necessary to obtain a simple relation between peak area and concentration.
In our experiments the XA zone was usually eluted in 65-70 ml. of water, giving an extinction pattern over 7 in. of the recording paper. The area of this pattern was measured using a planimeter and compared to the area formed by a standard solution of 0.5 mg./100 ml., which was aspirated during 2 mm. (a timing cam of 20 samples per hour was used). During this period, 6 ml. of the solution was aspirated, corresponding to 30 g. XA. By dividing the area of the unlmown by that of the standard, and multiplying it by 30 pg., the quantity of XA present in 10 ml. of urine was calculated.
Results
Standard
solutions of XA, varying in concentration from 0.1 to 1.2 mg./100 ml. were analyzed at speeds of 20 and 40 samples an hour. Figure 2 shows the reproducibility of the analytic system and the absence of high-low contamination at both speeds. 1.t can be seen that a linear relationship exists over the whole range. Table 1 gives recovery data for XA added to pooled urine over the range of 2.5-20.0 mg./L., following the procedure as described above. All determinations were performed in triplicate. The mean recovery was 95.8%, with a range of 94-97%.
In Table  2 Comparison of the three methods is given for pooled urine to which XA had been added. The separation of XA on Sephadex 0-10 was only partly realized by the molecular sieving effects of this gel. In this case, the phenomenon of absorbing aromatic substances was utilized to purify the complex mixtures.
These phenomena were described at first by Gelotte By using adequate elution conditions, it should be possible to determine 5-hydroxyanthranilic acid and 5-hydroxyindoleacetic acid with the same analytic procedure as described. These metabolites also react with DCQCI reagent, but are only eluted at alkaline pH. Another application under present investigation is the determination of insulinbound XA in serum, as was demonstrated by Kotake et al. (12) .
